Methods associated with Supplementary Figure 2:
a) Immunodetection of surface expressed S1-S6 chimaera in HEK cells: HEK-293 cells, grown on coverslips were transfected with S1-S6 chimaera in the pCDNA3 vector using Fugene® 6 (Roche) and stained as described previously 1 . Briefly, cells were fixed with 2% paraformaldehyde and stained using a rabbit antibody that recognises the surface exposed epitope of hERG (Sigma, antiKV11.1, K0640) and Cy3-conjugated secondary antibodies (Jackson ImmunoResearch). Images were acquired using Zeiss 510-META laser scanning microscope under an oil immersed 63x objective lens (NA = 1.4), using excitation and emission wavelengths of 550 nm and 570 nm.
b)
Western blotting: HEK293 cells were transfected with the S1-S6 chimaera in the pCDNA3 vector using Fugene® 6 (Roche). Three days later, membranes were prepared from transfected HEK293 cells and subjected to western blotting using anti- antibodies that recognise the surface exposed epitope in the S1-S2 loop using a method described previously 1 . Surface staining indicates trafficking of the chimaera to the cell surface. Scale bars shown represent 10 µm; N represents the nucleus (blue, DAPI stained) of HEK 293 cells. (b) Western blot of crude membranes prepared from HEK293 cells transfected with pCDNA3-S1-S6; the two bands presumably correspond to core-and fully glycosylated S1-S6 chimaeric proteins.
